Various factors can affect repeatability of optical coherence tomography angiography (OCTA) measurements, and they have not been studied sufficiently. We aimed to investigate the factors associated with the repeatability of automated superficial retinal vessel density (VD) and foveal avascular zone (FAZ) metrics acquired from OCTA. A total of 141 normal eyes from 141 healthy subjects were included, and two consecutive macular 6 × 6-mm angiography scans were performed. VD, perfusion density (PD), and FAZ of the superficial capillary plexus were calculated automatically. Reproducibility was assessed based on intraclass correlations (ICCs) and coefficients of variation (CVs). VD (ICC: 0.824, CV: 3.898) and PD (ICC: 0.845, CV: 4.042) over the entire 6-mm scan area showed better repeatability than VD (ICC: 0.752, CV: 17.470) and PD (ICC: 0.752, CV: 18.552) in the 1-mm scan, and with respect to the obtained FAZ metrics (ICC < 0.75, CV > 10.0%). Regression analyses showed that two factors, signal strength (p = 0.004) and average VD over the total 6-mm scan area (p < 0.001), were significantly correlated with the CV of the VD. Signal strength was associated with the repeatability of OCTA measurements and should be considered in the analysis of retinal VD and FAZ.
. The repeatability of two consecutive angiography measurements: vascular density, perfusion density, and foveal avascular zone metrics. ICC = intraclass coefficient; CV = coefficient of variation; CI = confidence interval; VD = vessel density; PD = perfusion density; FAZ = foveal avascular zone.
www.nature.com/scientificreports www.nature.com/scientificreports/ the 6-mm scan showed a significant negative correlation with the absolute differences and CVs of VD and PD for the total scan area (all p < 0.001), and were also significantly correlated with the CV of the FAZ (r = −0.326, p < 0.001). In addition, signal strength showed statistically significant negative correlations with absolute differences and CVs of VD, PD, and FAZ (all p < 0.01), indicating that the higher the signal strength, the better the repeatability. In multivariate linear regression analyses, signal strength (partial r = 0.246, p = 0.004) and VD from the 6-mm scans (partial r = −0.577, p < 0.001) showed a significant association with the CV of VD ( Table 4 ).
Effect of signal strength.
To confirm the effect of signal strength, we compared the OCTA measurements of 25 subjects for whom signal strength differed between the two consecutive scans (signal strength values of 8 and 9). Significant differences were observed in the measured parameters between the two signal strengths, with the exception of FAZ (Table 5) .
To investigate the effect of signal strength on measurement reproducibility, we compared the CV values of subjects for whom signal strength was the same for the two consecutive scans, with both having a value of either 9 (n = 25) or 10 (n = 63). Both the VD and PD values for the 6-mm scan, and FAZ metrics, showed lower CV values in the group with a signal strength of 10 for both scans (Fig. 1 ).
Discussion
In previous studies, OCTA repeatability and reproducibility were generally good in both normal and diseased eyes. You et al. analyzed the intra-and inter-visit reproducibility of vascular density of superficial macula under various conditions [analysis range, retina state (normal or not), etc.] in normal patients and patients with retinal disease 12 . Although the repeatability and reproducibility were better in the normal group than in those with retinal disease, the CV value was <5% in most cases and showed good repeatability in both groups.
Lei et al. also analyzed the repeatability and reproducibility of measurements of the vascular density and PD of the superficial macula in normal and retinal disease eyes 11 . They performed three consecutive measurements using the same OCTA machine and analyzed the repeatability and reproducibility. The CV was less than 6% for both VD and PD repeatability and reproducibility, under various conditions. The ICC was high for both repeatability (0.82-0.98) and reproducibility (0.62-0.95).
In an earlier study, we analyzed the repeatability of OCTA VD measurements of the superficial macula in 134 patients with various retinal diseases that could cause deformation of the retinal structure 9 . Although previous studies have reported that pigment epithelium detachment and/or drusen interfere with the accuracy of VD measurements, our previous study of retinal disease cases showed good reproducibility, where the ICC value ranged from 0.737-0.905 and CV from 5.60-8.86% in 13 . Table 3 . Pearson's correlation analysis results of various clinical factors and repeatability parameters of optical coherence tomography angiography measurements VD = vessel density; PD = perfusion density; FAZ = foveal avascular zone; BCVA = best-corrected visual acuity; IOP = intraocular pressure; CMT = central macular thickness; CV = coefficient of variation. * The average values in two consecutive angiography scans were subjected to correlation analysis. Boldface numbers indicate statistically significant differences at p < 0.05. www.nature.com/scientificreports www.nature.com/scientificreports/ Despite the good repeatability and reproducibility of OCTA measurements in normal and diseased eyes reported in many studies, certain factors influence the readings, including the scan location, scan area (3 × 3-mm vs. 6 × 6-mm scans), signal strength, and retinal abnormalities. Therefore, we investigated factors that might affect the repeatability of OCTA measurements. Unlike previous studies, we analyzed OCTA results for normal eyes, and found that the signal strength had significant negative correlations with the absolute difference and CV of two measurements of VD and PD, based on 6-mm scans, and the FAZ. In other words, the higher the signal strength, the lower the CV value, and the better the repeatability (Figs 2 and 3 ). These results are consistent with those of Lei et al. showing that signal strength is a significant factor in the reproducibility of both VD and PD readings 11 . Signal strength showed a strong correlation with VD and PD in one of our previous studies 14 . In addition, Yu et al. reported that signal strength reduction which was induced by beam attenuation and defocus significantly affected OCTA measurements, and noted that signal strength should be considered in the interpretation of OCTA measurements 15 .
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In this study, during the calculation of the VD and PD, repeated B-scans were acquired from the same tissue location, and motion contrast was created by calculating the decorrelation of repeated B-scans. A thresholding algorithm was applied to the obtained unthresholded OCTA B-scans to remove invalid pixels associated with low or noisy OCTA pixels, and thus yield a thresholded OCT-B scan image 16 . During this process, the size of the vessel is an important factor, as large vessels are less affected by signal strength; however, signals from small vessels may be attenuated or undetected 17 . The macula has only small vessels, and signal strength therein thus correlates strongly with VD and PD reproducibility.
In this study, reproducibility indexed by ICC and CV for normal subjects was generally good; however, low reproducibility was also seen occasionally. The ICC values indicated excellent reproducibility in terms of VD and PD, but FAZ achieved only a 'good' classification. The CV values of VD and PD for the 6-mm scans showed good reproducibility (<10%). However, with regard to the PD in 1-mm scans of the central foveal area and the FAZ, the CV values exceeded 10%. In the report of You et al. 12 , superficial VD reproducibility was found to be lower in the central foveal area, because the retinal vessels are located only in the periphery of the central measurement area and the size and shape of the FAZ varies from person to person. This is similar to the results in the current study.
We suggest that if this study had used 3 × 3-mm OCTA scans, higher reproducibility of VD and PD values of the superficial macula would have been obtained. The 3 × 3-mm scan has better resolution than the 6 × 6-mm scan, with a scan interval of 12.2 µm compared to 17.1 µm 4 . This difference in scan density is expected to improve the repeatability of 3 × 3-mm OCTA scans. In addition, 3 × 3-mm scans measure approximately 60,000 points, while 6 × 6-mm scans measure approximately 120,000 points; as such, the 6 × 6-mm scan takes about twice as long, rendering it more susceptible to motion artifacts.
This study had the limitation of a retrospective, observational design. Previous studies included only a small number of patients, despite being concerned with both normal and diseased eyes. As our study included only normal patients, the results are meaningful in that the assessment of the reproducibility of OCTA was not affected by structural changes in the retina. Second, because 6 × 6 mm scan was used for analysis in this study, we could not confirm how the SS affected the analyses of other areas, such as the optic disc, or other scan protocols, such as the 3 × 3 mm angiography scans. Third, we included subjects with mild cataract in this study. However, mild cataracts can also affect image quality. Finally, Li et al. 18 . reported that the elongation of axial length lowered the repeatability of OCTA measurements, whereas no significant association between axial length and repeatability was found in our study. We excluded subjects with high myopia from this study and could not identify any trends of OCTA repeatability in the long eye. This should be clarified in future studies.
In conclusion, signal strength significantly affected OCTA repeatability in this study. Therefore, signal strength should be a key consideration in OCTA analyses of the retinal microvasculature and FAZ, where it is necessary to achieve the highest possible signal strength. Among the healthy normal patients who visited our clinic for various reasons (health screening checkups, workup for ocular disease, etc.), those who met the study inclusion and exclusion criteria were included. All subjects underwent comprehensive ophthalmic examinations including a slit-lamp examination, best-corrected visual acuity (BCVA), intraocular pressure (IOP) measurements, dilated fundus examination, fundus OCTA. The Zeiss Cirrus HD-OCT 5000 with AngioPlex ™ (Carl Zeiss Meditec) was used to acquire microvasculature images of macular areas. All eyes underwent macular angiography imaging (two 6 × 6-mm scans at 5-min intervals) with the pupils dilated. The Zeiss Cirrus instrument operated at a central wavelength of 840 nm and a speed of 68,000 A-scans per second. There were 350 A-scans in each B-scan along the horizontal and vertical dimensions 4 . The Optical Micro Angiography Complex (OMAG c ) was used to analyze changes in intensity and phase within the sequential B-scans performed at the same position 20, 21 , to produce en face microvascular images. The vascular images of the superficial capillary plexus, which spanned the region from the internal limiting membrane to the inner plexiform layer, and the deep capillary plexus, which extended from the inner nuclear layer to the outer plexiform layer, were displayed automatically. The AngioPlex ™ system incorporates FastTrac ™ retinal-tracking technology to minimize motion artifacts.
All scans were analyzed using Cirrus OCTA software (AngioPlex ™ , version 10.0). The measurement area of the 6 × 6-mm scan was divided into nine subfields according to the Early Treatment of Diabetic Retinopathy study. VD (defined as the total length of the perfused vasculature per unit area in the region of measurement) and PD (defined as the total area of perfused vasculature per unit area in the region of measurement) of each subfield were measured automatically, as well as the FAZ area, perimeter, and circularity (defined as 4πA/P, where A and P represent the area and perimeter, respectively) 22 . All OCTA scans were performed by the same experienced examiner, and all scans were reviewed individually by two investigators, for loss of fixation, segmentation errors, www.nature.com/scientificreports www.nature.com/scientificreports/ and motion artifacts; substandard scans were excluded. The central macular thickness (CMT) was also measured using a 512 × 128 macular cube combination scan mode.
Repeatability assessment.
Repeatability was assessed based on intraclass correlations (ICCs) and coefficients of variation (CV). The within-subject standard deviation (Sw) was calculated as the square root of the within-subject variance 23 . CV was calculated as CV = Sw/average of the measurements) × 100; CV < 10% indicated good reproducibility. The ICC is a statistical parameter that summarizes the reproducibility of a given group of subjects. It is based on variance component analyses and indicates the variance attributable to real differences between subjects as a proportion of the total variation 24 . ICC values were classified as follows: poor (ICC < 0.40), fair (0.40 ≤ ICC < 0.60), good (0.60 ≤ ICC < 0.75), or excellent (ICC ≥ 0.75) 25 .
Statistical analyses. The VD, PD, and FAZ for each of two consecutive scans were compared using the paired t-test, and the ICC and CV values were calculated. To identify factors that affect OCTA measurement repeatability, Pearson's correlation and linear regression analyses of the absolute difference and CV of the VD value of the two scans (for the 6-mm scans of the entire area) were performed.
All statistical analyses were conducted using SPSS statistical software for Windows (version 18.0; SPSS Inc., Chicago, IL, USA) and GraphPad Prism TM (version 6.0; GraphPad Software, San Diego, CA, USA). Snellen BCVA results were converted into the logarithm of the minimum angle of resolution value (logMAR). Continuous variables are presented as the mean ± standard deviation. Differences were considered significant at p < 0.05.
Data availability
Data supporting the findings of the current study are available from the corresponding author on reasonable request.
